Supplementary Figure S1. Assignment of ribosome stalling sites in the toeprinting reactions for the RPPP and chimeric 10:1 NlpD constructs. Sequencing reactions were used to determine the site of ribosome stalling on the mRNAs of the RPPP and chimeric 10:1 NlpD constructs. The black and white arrows indicate the codons present in the P-and A-sites, respectively. The toeprinting reactions were performed in absence of EF-P and absence of the amino acid glutamine. Supplementary Figure S2. Occurrence of XPPP motifs in the E. coli proteome Bar graph showing the expected (light blue) and observed (dark blue) frequencies of occurrence for different XPPP motifs within proteins encoded in the E. coli genome
Supplementary Figure S3. G/L/S/C/TPPP motifs reduce ribosome stalling in vivo
Density plots displaying the distribution of all proteins (grey), PPP-containing proteins (orange), and PPP-containing proteins excluding weak stallers G/L/S/C/TPPP (red) from the Δefp, ΔyjeA (ΔepmA), ΔyjeK (ΔepmB) and ΔyfcM (ΔepmC) of (A) BW25113 and (B) MG1655 E. coli strains as a function of inverted normalized H/L ratios (log2transformed). MG1655 SILAC data taken from (8). The enhanced production of production of PPP-(GLSCT) proteins for ΔyfcM in the MG1655 is not observed for the BW25113 data. Since the BW25113 data for ΔyfcM is based on the identification 16 proteins, whereas the MG1655 data is based on only 9 proteins, it is possible that the enhanced production of PPP-(GLSCT) proteins for ΔyfcM in the MG1655 is due to low signal to noise ratio. Cloning of nlpD and lepA for mutagenesis  Merck  p3LC-TL30-A3P  p3LC-TL30 + sequence encoding Ala-Pro-Pro-Pro  This study  p3LC-TL30-C3P  p3LC-TL30 + sequence encoding Cys-Pro-Pro-Pro  This study  p3LC-TL30-D3P  p3LC-TL30 + sequence encoding Asp-Pro-Pro-Pro  This study  p3LC-TL30-E3P  p3LC-TL30 + sequence encoding Glu-Pro-Pro-Pro  This study  p3LC-TL30-F3P  p3LC-TL30 + sequence 
